Serum testosterone levels are generally reported to be lower in male rheumatoid arthritis (RA) patients, but it is not determined if a deficiency may occur before clinical onset of disease (pre-RA). Lower testosterone levels were recently reported in males many years before RA onset but were predictive only of rheumatoid factor (RF)-negative disease. A preceding prospective study did not reveal androgenic-anabolic hormone association with risk of RA in men or women. This cohort study of males analyzed baseline serum levels of gonadal and adrenocortical steroids, luteinizing hormone, and prolactin in 18 pre-RA versus 72 matched non-RA control (CN) subjects. Findings in males were compared to those in female pre-RA and CN subjects in the same cohort, and sex differences were analyzed. Steroidal and hormonal levels, including total testosterone, were similar between male study groups. In females, mean (±SE) serum androstenedione (nmol/L) was slightly ( = 0.048) lower in 36 pre-RA (6.7 ± 0.36) than 144 CN (7.6 ± 0.22). With the exception of 3 partial correlations of hormonal variables observed to differ between pre-RA versus CN subjects, the patterns were similar overall. However, partial correlations of hormonal variables differed frequently by sex, both within and between study groups.
Introduction
The onset of rheumatoid arthritis (RA) occurs about 5-fold more frequently in women of child-bearing ages than among male counterparts [1] . Early age at menopause (≤45 yrs) was recently found to be associated with the subsequent risk of developing RA [2] . Such findings suggest that sex hormones may influence predisposition to this disease in women. In male RA patients with active disease, testosterone levels are reported to be lower than those in healthy control (CN) subjects [3, 4] . However, it is not known if such hormonal alteration results from inflammatory manifestations of active clinical disease or if it may be a preexisting risk factor before clinical onset (pre-RA).
Recently, testosterone levels were reported to be lower in males many years before RA onset, as identified in a large Swedish cohort [5] . However, a significant association of lower testosterone levels was predictive only for the minority subset of patients having negative rheumatoid factor (RFnegative) disease [5] . A preceding retrospective case-control nested study within a large Finnish cohort did not find baseline serum total testosterone or dehydroepiandrosterone sulfate (DHEAS) levels to be predictive of the subsequent onset of RA, either in 32-male or in 84-female cases [6] . International Journal of Rheumatology Our prospective cohort of male subjects previously revealed a cluster excess ( = 0.044) of combined baseline relatively lower serum total testosterone (<15 nmol/L) and lower cortisol (<140 nmol/L) levels in 2 (11.1%) of 18 pre-RA cases, but only in 1 (1.4%) of 72 matched CN subjects [7] . Serum levels of either testosterone or cortisol alone did not differ between the male pre-RA versus CN subjects in the prospective study [7] .
In women, relative insufficiency of adrenocortical and gonadal hormones is suspected to predispose to risk of developing RA as a component of neuroendocrine immune (NEI) mechanisms [7] [8] [9] , in addition to other multifactorial genetic and environmental pathogenesis [10, 11] . Lower androgenic-anabolic (AA) steroid levels were reported to occur before the onset of RA in a minority subset of women, particularly when the disease manifested in premenopausal ages [7, 8] . However, such AA steroid relations, like lower dehydroepiandrosterone sulfate (DHEAS) levels, were not observed in the two other cohort studies [6, 12] . No prospective study report had previously analyzed sex differences in hormonal profiles of pre-RA versus CN subjects, which are also analyzed.
This cohort study investigated a broad panel of baseline serum gonadal and adrenocortical steroids, luteinizing hormone (LH), and prolactin (PRL) in male pre-RA versus matched non-RA cohort control (CN) subjects and compared the findings in males to those in female pre-RA and CN subjects. Sex differences in partial correlations of steroidal and hormonal variables were analyzed within and between the study groups.
Materials and Methods

The RA Precursors Study (RAPS) Database at This
Institution. The RA Precursors Study (RAPS) was initiated at this institution in 1991 [9] . Baseline personal data and serum samples from the pre-RA cases and matched CN cohort subjects were donated by "Operation CLUE I, " a community-wide prospective study [14] [15] [16] . The CLUE I 1974 entry cohort had enrolled 8,680 males and 12,381 females of Washington County, Maryland, USA. The RAPS database currently includes 90 males (18 pre-RA and 72 CN) and 180 females (36 pre-RA and 144 CN) study subjects, in a ratio of 1 pre-RA: 4 CN. The UICOMP Institutional Review Board has approved this research for assurance of confidentiality.
All pre-RA cases in this study conform to The European League Against Rheumatism (EULAR) recommendations [17] . The sole rheumatologist in the cohort community diagnosed and confirmed the RA cases according to the American College of Rheumatology (ACR) 1987 revised classification criteria [18] . Clinical onsets of RA in our male and female cases occurred 3 to 20 years following the 1974 entry cohort (1977 to 1994), after a median of 12 years [9] . No matched comparison subject had a diagnosis of RA in the community rheumatologist's practice. The non-RA cohort CN subjects were matched to pre-RA cases on sex, race (all Caucasians), and usually within one year of age at entry. The selected CN were the closest in chronological sequence of enrollment in the cohort to the pre-RA, analogous to another case-control study [19] .
In 1992, funding had become available to begin the hormonal assays. The first set of baseline pre-RA females ( = 14) and their 4 matched cohort CN ( = 56) subjects were identified in the cohort. Their frozen sera were sent from CLUE I to the Northwestern University (NWU) reference laboratory [9, 13] . As additional funding became available in 1994, the second set of female pre-RA ( = 22) and CN ( = 88) subjects were identified and their frozen sera were sent from CLUE I to the NWU laboratory [9, 13] . With additional funding in 1996, the male pre-RA ( = 18) and CN ( = 72) subjects were identified and their frozen sera were sent from CLUE I to the NWU laboratory [9] . All baseline stored (−70 ∘ C) cohort sera were analyzed in matched sets of 1 pre-RA and 4 CN, without knowledge of subject status. (Figure 1) . A comprehensive panel of adrenal and sex steroids was assayed in males and females (Figure 1 ), using the previously developed and described methodology [13] . The pituitary hormones (PRL, LH) were assayed by ELISA techniques [20, 21] . Intra-assay percentile coefficients of variation (% CVs) were all less than 12%, as the measurement criterion for acceptability. Too few batches of assays were performed in the 1992 or 1994 sets to analyze inter-assay variability [13] .
Assay Methods Were Developed for a Comprehensive Panel of Serum Steroids
Since the female sera were assayed in separate 1992 and 1994 batches, the steroid and hormonal results of the smaller number of first set samples were normalized by their mean values to the means of the larger second set samples [13] . The male sera were assayed completely in 1996 [9] , and those values were analyzed as reported without normalization. The assayed steroidal profile in women was larger than that in males, including the majority of the non-17-hydroxylated steroids (mineralocorticoid pathway), as previously reported [13] . Accordingly, a minority of female subjects had insufficient sera to perform the full panel of the other hormonal assays [13] performed in the males (Figure 1) . Hence, the minority of missing steroid values in females were multiply imputed, as described below. In both sexes, assay priority was given to cortisol, DHEAS, luteinizing hormone (LH), and prolactin (PRL), which were completely assayed in male and female subjects.
Statistical Methods.
In males, sera were sufficient for total assays of the sex hormones, total testosterone (T) and estradiol (E2), their C19 androgenic steroid precursors (DHEA and androstenedione), cortisol, their C21 17-hydroxylated glucocorticoid (GC) precursors (17-OH pregnenolone and 17-OH progesterone), and the pituitary hormones (LH and PRL). In females, sera were sufficient for total assays of cortisol, DHEAS, and the pituitary hormones, but not for the other steroids. The multiple imputation (MI) technique incorporates acceptable values into the data set for those that are assumed to be missing at random [22, 23] . The MI technique was performed using the SAS 9.2 Software (SAS Institute Inc., Cary, NC) [24] . A Markov chain Monte Carlo Figure 1 (MCMC) method was selected when conducting MI with SAS [24] , since the data are assumed to have an arbitrary missing data pattern. Then, 10 imputed data sets for each variable were systematically analyzed to derive a single mean value for each of the variables with missing entries, using the IBM SPSS 21.0.0.0 (IBM SPSS, 2012) program AGGREGATE [25] for subsequent analyses. Frequency distributions of the imputed versus the originally reported values were always closely similar for each variable.
A ratio of the sex steroids, E2 (pmol/L) : T (nmol/L) × (10 3 ), was created as an indicator of the physiological balance of these hormones. The ratio is increased with body mass in men [26] but may be decreased among women with polycystic ovary syndrome [27] . A family history of RA in a first-degree relative (FDR) was reported in 6 (33.3%) of the 18-male and 5 (13.9%) of the 36-female cases and was used as a stratification variable [28] . That designation was randomly assigned to the CN subjects in proportion to the population age and sex distribution [28] . A baseline rheumatoid factor (RF) stratification variable was also created. The total cohort was divided into quadrants of baseline (1974) lower versus higher median values of both IgA and IgM isotype RF levels [29] . In a logistic regression (LR) model (data not provided), the higher than median combined IgA/IgM RF results (+IgM and +IgA = yes, in quadrant 4) versus other values significantly ( = 0.006) predicted the dependent RA (versus CN) outcome, OR 3.16 (1.381-7.225). The variable of the combined higher quadrant 4 (yes) versus the other quadrants 1-3 (no) was employed to stratify the subjects into assigned baseline RF-positive versus RF-negative subgroups, respectively.
Natural log conversion was performed on all steroidal and hormonal values to improve their distributions for statistical analysis. The analyzed variables were acceptable in unimodality and symmetry, after elimination of extreme outliers. Such outliers were observed in several hormones, as expected in physiological peaks of E2 during ovulatory surges, whereas lowest values may be observed during the luteal phase and in postmenopausal women. The extreme outliers were assigned (Winsorized) to the upper ranges observed in the population frequency distributions [30] .
Partial correlations of the full panel of individual steroids, E2/T ratio, LH, and PRL were performed on the natural log-converted values, which were age-and sex-adjusted, as appropriate. The correlational analyses were performed in order to search for possible differences in hormonal interactions between study groups. The significance of differences in partial correlations of hormonal levels between the pre-RA versus CN groups was estimated by the Fisher -totransformation [31, 32] . When a significant difference was found in correlations between study groups by the -tomethod, multivariate regression analysis (MRA) models were employed to validate the individual partial correlation ( ) results, within each study group or between sexes. The MRA model allows the investigator to control a number of additional variables, like potential confounders, to more accurately determine the relationship between the two primary variables of interest. The standardized correlations 4 International Journal of Rheumatology derived from the MRA were again used in the Fisher r-toz transformation [31, 32] . In the MRA models, one member of the correlational pair was selected as the independent predictor, usually the physiological precursor. The counterpart partial correlational member was then assigned as the dependent (outcome) variable in the models. The following additional independent variables were entered in the models: (1) CLUE cohort entry age of subjects; (2) sex, as appropriate; (3) a 7-point gradient score in history of cigarette smoking (cig7); (4) interval in hours (HR) from the last meal until blood sample donation; and (5) interval in years from cohort entry (1974) until the pre-RA case had clinical onset of disease (CLUE to RA) (similarly assigned to the matched CN subjects within sets). In this exploratory study, a significance level of ≤ 0.050 was accepted without adjustment for multiple comparisons [33] . (Table 1 ). In males, the 18 pre-RA and 72 matched CN subjects had similar mean levels of their serum gonadal and adrenocortical steroids, the estradiol (E2)-totestosterone (T) ratio, luteinizing hormone, and prolactin, which did not differ significantly by -test analysis (Table 1) . Serum total testosterone levels were closely similar between the study groups in both males and females. The mean testosterone values were also closely similar between male and female study groups, when stratified by either a history of RA in a first degree relative (FDR) or by baseline categories of upper-versus-lower median levels of rheumatoid factor isotypes (IgA and IgM).
Results and Discussion
Comparison of Steroidal and Hormonal Values of Study Groups by Sex
In females, the steroid and hormonal values were also similar in the study groups. However, the mean (±SE) androstenedione level was slightly ( = 0.048) lower in the 36 pre-RA (6.7 ± 0.36) than in the 144 CN (7.6 ± 0.22), as was recently reported using our data set of originally reported assays [13] , before imputation. Table 2 ). The panel of steroids and pituitary hormone levels were correlated separately in the male pre-RA (top) versus CN (bottom) subjects, using the age-adjusted partial correlation method ( Table 2 ). The matrix patterns were overall similar. A single difference (Δ = 0.034) was observed between stronger positive correlation of 17-hydroxypregnenolone (OH-Preg) and cortisol in the 18 pre-RA ( = 0.843, < 0.001) than in the 72 CN ( = 0.557, < 0.001). The difference was validated in a multivariate regression analysis (MRA) model (Δ = 0.002), including relevant independent covariates, as specified in Statistical Methods. (Table 3) . Among females, the correlational patterns were also similar overall between the 36 pre-RA and 144 CN subjects (Table 3) . However, two low-level correlational differences (Δ = 0.022 and Δ = 0.033) were observed between study groups. In both, the pre-RA correlations were positive, whereas they were, respectively, negative in the CN, as follows: androstenedione with the E2/T ratio ( = 0.323, = 0.063 versus = −0.113, = 0.181) and T with prolactin ( = 0.207, = 0.232 versus = −0.199, = 0.017). The correlational differences (r-to-z) were validated in MRA models, = 0.032 and = 0.029, respectively (Table 3) , as specified in Statistical Methods. (Table 4) . Among the total 54 pre-RA versus 216 CN subjects, the sex-and age-adjusted partial correlational patterns were again similar overall (Table 4) . Only one of the two low-level differences observed in females persisted in the total subjects. Again, the correlation of androstenedione with the E2/T ratio was weakly positive in pre-RA ( = 0.242, = 0.087), but negative in CN ( = −0.090, = 0.191). This difference (Δ = 0.034) was validated in the MRA model ( = 0.015), as specified in Statistical Methods. (Table 5 ). The top three entries in Table 5 summarize the above-described differences (Zs) between pre-RA versus CN subjects in their respective partial correlations observed in males (Table 2 ) and in females ( Table 3 ). The respective correlational differences (Zs) between study groups (for CN-preRA) and their values are bolded. The 3 correlational differences (Zs) observed between pre-RA versus CN, in either males or females (Table 5 , top), also differed significantly ( ≤ 0.010) between the sexes (ΔZs, for sex), as shown in the last two columns. Their sex differences in values were evaluated on a probability distribution, and the significance levels are indicated by superscript symbols for 3 levels as well as exact values (Table 5 ).
Partial Correlations of Assayed Values by pre-RA versus CN Study Groups in Males (
Partial Correlations of Values by pre-RA versus CN Study Groups in Females
Partial Correlations of Values by pre-RA versus CN Study Groups in Total Subjects
Correlations of pre-RA versus CN by Sex, and of Males versus Females by Study Groups
In the correlation of adione with the E2/T ratio, the study group difference ( for CN-pre-RA) was significantly negative in females ( = −2.287, = 0.022) but was slightly positive in males ( = 1.571, = 0.116). The preceding sex difference in values of those CN-pre-RA partial correlations between males and females (Δ of −3.858) was highly ( < 0.001) significant (Table 5 , last column symbol). The basis of that sex difference (Δ ) was derived essentially from the opposite correlations in the pre-RA males ( = −0.377, = 0.136) versus females ( = 0.323, = 0.063), yielding that respective r-to-z probability difference ( = 0.019) for the pre-RA group.
This difference in correlations of the 18 male minus the 36 female (ΔM-F) pre-RA cases is also entered in the 1st row of the left lower section of Table 5 . That complete row also indicates a stronger ( = 0.020) correlation of adione with the E2/T ratio in female pre-RA ( = 0.323) versus CN ( = −0.113). The analogous correlation of adione with E2 in the female pre-RA ( = 0.502) versus CN ( = 0.173) was not quite ( = 0.051) significantly different ( Table 5) .
Correlations of steroids and hormones are expected to differ physiologically between the sexes, even when adjusted International Journal of Rheumatology 5 for age. Accordingly, numerous sex differences were observed in the panel of correlations within the 54 pre-RA and within the 216 CN subjects, as indicated in the lower section of Table 5 , stratified by the pre-RA versus CN groups. Significant correlational differences between sexes were bolded when exclusively observed either in pre-RA or in CN subjects, but not in both groups. The first 3 entries in the lower panel (Table 5 ) indicate those correlations that differed by sex only in the total 54 pre-RA; and their and values are bolded. The subsequent 15 entries are the total correlations which differed by sex in the 216 CN subjects, 9 of which occurred exclusively in that larger sample and those values are bolded accordingly. Six partial correlations in the listings were significantly different by sex in both pre-RA and CN study groups and are not bolded. Thus, 3 of the 9 sex differences observed in the pre-RA were significant only in that group, and 9 of the 15 sex differences in the CN were significant only in those subjects. In addition, two significant sex differences were observed only in the total 270 subjects and are not included in Table 5 . Those low level sex differences in partial correlations were LH with E2 and PRL with 17-OH progesterone. The remainder of 6 International Journal of Rheumatology the sex differences observed in total subjects almost entirely reproduced results of the 216 CN group (Table 5) . The sex differences in correlations (Zs for ΔM-F) observed within the 54 pre-RA and within 216 CN subjects (Table 5 , bottom) were tested for additional significance of their differences (Δ s for sex). The sex differences between the pre-RA versus CN study groups (Δ s for M-F) were particularly strong ( < 0.001) for 4 correlations (Table 5 ).
International Journal of Rheumatology 7 144  144  144  144  144  144  144  144  144 144 * = 0.022; † = 0.033 ( -to-method, validated as = 0.032 and = 0.029, resp., in the MRA models, as specified in Section 2.3). Partial correlations observed to differences between preRA versus CN PreRA versus CN correlations in males (Table 2) PreRA versus CN correlations in females (Table 3) -score diff. (Tables 2 and 3 ) observed in either pre-RA or CN group, but not in both, are bolded.
Within each study group (lower section), only exclusive sex differences (Tables 2 versus Table 3 ) are bolded. Two additional low-level sex differences in partial correlations were observed in the total subjects (mentioned in text). * International Journal of Rheumatology Three of the correlations involved androstenedione (adione).
The main contributor to the sex difference of the adione correlation with the E2/T ratio was derived from pre-RA subjects; they had a negative correlation in males and a positive correlation in females ( = −2.338, = 0.019). The other marked ( < 0.001) sex differences was derived mainly from the CN group. In the adione correlation with E2, the association was stronger in male CN versus pre-RA, but the reverse occurred in females. An analogous differential was observed for the adione correlation with coritsol, which also was derived mainly from the CN subjects. Both androstenedione and cortisol levels were recently found to be relatively deficient in a minority subgroup of pre-RA women, as recently reported [13, 34] . The fourth marked sex difference in correlations between pre-RA versus CN occurred in PRL versus DHEAS (Table 5 ). It also was derived mainly from the CN group, which had a stronger male than female association, not observed in the pre-RA subjects. In each of the preceding marked sex differences, the male pre-RA had a less positive or negative correlation with the counter-part hormone than was observed in the CN subjects. In females, stronger correlations of adione with the paired hormone were observed in the CN versus pre-RA, being significant with the E2/T ratio ( = 0.020) and nearly so ( = 0.0512) with E2.
An overall interpretation of sex differences (ΔM-F) between the total pre-RA versus CN study subjects is challenging. Those findings are indicated by the score differences (delta s), shown in the next to last column of the lower section of Table 5 . All 8 significant delta values have a negative sign ( = 0.036), derived from subtracting the scores of ΔM-F of the 216 CN from the respective scores of the 54 pre-RA. Two of the 8 significantly negative delta values were derived mainly from the stronger correlation coefficients of the 36 female than the 18 male pre-RA cases (left panel of entries). In contrast, the remaining 6 significantly negative delta scores derived mainly from the stronger correlation coefficients of the 72 male versus 144 female CN subjects (right panel of entries), than the corresponding scores of the ΔM-F derived from the total 54 pre-RA cases. The data may suggest that selected hormonal correlations could be stronger in female than male pre-RA, whereas the reverse may occur in control subjects.
Conclusions
A large panel of serum gonadal and adrenocortical steroids, LH, and PRL was analyzed in males prior to onset of rheumatoid arthritis (pre-RA) in comparison to matched cohort control (CN) subjects. Results in males were compared to findings in pre-RA and CN females, derived from the same cohort. Sex differences in the steroidal and hormonal correlational patterns were also analyzed within and between each study group.
The only absolute difference observed between pre-RA versus CN subjects was a slightly ( = 0.048) lower mean androstenedione level in the female cases. Serum testosterone levels were similar between study groups, in both males and females. When stratified by sex, limited low-level hormonal correlational differences were observed between pre-RA versus CN groups. In the males and females, they included 17-hydroxypregnenolone with cortisol in males, and androstenedione with the E2/T ratio as well as prolactin with testosterone in females. Numerous sex differences in hormonal correlational patterns were observed exclusively in either the pre-RA ( = 3) or the CN ( = 9) groups or were found in both ( = 6) study groups.
The only study group correlational difference ( = 0.033) involving testosterone was observed in females, namely, a positive association with prolactin in pre-RA ( = 0.207, = 0.232) and a negative association in CN ( = −0.199, = 0.017). The latter correlations were equivalently ( = 0.660) negative in the male study groups (Table 5 ). In this cohort study of modest sample sizes of male and female pre-RA cases, a limited number of hormonal differences were observed between pre-RA versus CN subjects (Table 5 , top). Further prospective study of gonadal and adrenocortical hormones is needed in both males and females to determine if absolute differences in levels or correlational patterns may be identified as being confidently associated with the subsequent risk of clinical disease onset.
